. Genetic ablation of ApoE and LDLR in NOD mouse by CRISPR/Cas9 system. (A) Workflow for generation of ApoE and LDLR knockout mice using the CRISPR/Cas9 system. Experimental steps involved sgRNA and Cas9 mRNA synthesis, injection of PMSG and hCG hormones for superovulation, collection of embryos, microinjection and founder identification by fluorescent PCR. (B)(C) Sanger sequencing result of mutant-1 (KO#1) and mutant-2 (KO#2) in F0 animals. The deletions were annotated in red letters and insertions in green letters by alignment with wildtype sequences involving ApoE and LDLR genes.
Fig. S2. Atherosclerosis development in ApoE or LDLR deficient NOD mice.
(A-C) The representative sections of aortic sinus from three types of mice, scale bar=400μm. (D) Quantitation of plaque area relative to the area of the aortic sinus region after staining with H&E , NOD ApoE -/-(n=4, male=2, female=2), NOD LDLR -/-(n=5 , male=3, female=2) and B6 ApoE -/-(n=4 , male=2, female=2) that were fed with HFD for 12 weeks. (E) The correlation between atherosclerosis burden and that of their corresponding total cholesterol (TC). Data were collected from two independent experiments and statistical analyses were performed by two-tailed, unpaired Student's t-test: * p<0.05, ** p<0.01, *** p<0.001. (F-G) Quantitative analysis of en face lesion area of NOD ApoE -/-LDLR -/-and B6 ApoE -/-animals fed with HFD for 4 or 8 weeks with B6 and NOD wild type controls (n= 3-20) . (The number of animals used in the 4 HFD experiment were: NOD, n= 5 (male= 3, female= 2); NOD ApoE -/-LDLR -/-, n= 10 (male= 6, female= 4); B6, n= 3 (male= 2, female= 1); B6 ApoE -/-, n= 3 (male= 2, female= 1). The number of animals used in the 8 HFD experiment were: NOD, n= 5 (male= 3, female= 2); NOD ApoE -/-LDLR -/-, n=20 (male=12, female=8); B6, n=3 (male=1, female=2); B6 ApoE -/-, n=8 (male=3, female=5).) (H) Representative images of H&E stained sections of the aortic sinus from NOD ApoE -/-LDLR -/-and B6 ApoE -/-animals fed with HFD for 20 weeks with B6 and NOD wild type controls , scale bar=400μm. (I) Quantitation of plaque areas sections of aortic sinus from mice used in (H) (The number of animals used in the experiment were: NOD, n=6 (male=3, female=3); NOD ApoE -/-LDLR -/-, n=8 (male=5, female=3); B6, n=6 (male=3, female=3); B6 ApoE -/-, n=9 (male=4, female=5).). (J-K) Comparisons of en face lesion area of NOD ApoE -/-LDLR -/-and B6 ApoE -/-animals fed with HFD for 8 or 20 weeks (using the same mice from fig. S3G and fig. 3E ). The data was collected from two indenpendent experiments. Statistics by two-tailed, unpaired Student's t-test: *p <0.05, ** p<0.01, ***p<0.001. 
